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Etoposidea b s t r a c t
We report that H3K9 HMTase G9a activates transcription of the cell cycle regulatory gene, p21, in
p53-null H1299 cells. Positive regulation of p21 by G9a is independent of its HMTase activity. We
demonstrate that G9a upregulates p21 via interaction with PCAF, and provide evidence that the acti-
vating complex is recruited to the p21 promoter upon DNA damage-inducing agent etoposide treat-
ment. Our study suggests that G9a decreases proliferation and cell viability by increasing the level of
p21-mediated apoptosis. Our results suggest that G9a functions as a coactivator for p21 transcrip-
tion, and directs cells to undergo apoptosis.
Structured summary of protein interactions:
G9a physically interacts with PCAF by anti tag coimmunoprecipitation (1, 2) G9a physically interacts
with PCAF by anti bait coimmunoprecipitation (View interaction)
 2014 Federation of European Biochemical Societies. Published by Elsevier B.V. All rights reserved.1. Introduction p53-independent mechanism. For example, p21 is upregulated dur-Methylation at Lys 9 of histone H3 (H3K9me1, 2, or 3) is in-
volved in gene repression and heterochromatin formation [1].
G9a (EHMT1, KMT1C) is the major histone lysine methyltransfer-
ase acting on both H3K9me1 and H3K9me2 in euchromatin [2].
Knockout of G9a leads to embryonic lethality in mice [3]. G9a is
a component of many repressive transcription complexes, includ-
ing Gﬁ1, UHRF1, CDP/Cut, and WIZ, and therefore has been inten-
sively studied in the context of its transcriptional corepressor
activity [4–7]. Furthermore, G9a has been shown to be overexpres-
sed in many types of cancers, with knockdown or inhibition of G9a
decreasing cellular proliferation [8–10]. In contrast to its repressive
role in gene expression, G9a can also act as a transcriptional coac-
tivator for certain nuclear receptor target genes, thereby inducing
cellular differentiation [11–14].
The regulatory protein, p21, belongs to the Cip/Kip family of cy-
clin dependent kinase (cdk) inhibitors and thus plays a major role
in cell cycle control [15]. Moreover, p21 also contributes to the
DNA damage response in processes such as cell cycle arrest and
apoptosis [16]. The main regulator of p21 is the tumor suppresser
gene, p53; p21 expression is upregulated by p53 in response
to DNA damage [17]. However, p21 can also be regulated by aing differentiation of murine erythroleukemia cells, which express
a mutated version of p53 [18]. Furthermore, p21 can also be in-
duced at the transcriptional level upon DNA damage by etoposide,
in a manner similarly independent from p53 [19].
In this study, we hypothesized that G9a functions as a positive
regulator of p21 expression via interaction with PCAF, and that G9a
is recruited to the p21 promoter upon cellular stress. Our results
indicate that etoposide-mediated induction of p21 expression in
p53-null cells is mediated by G9a, and that induction of p21 in this
context eventually inhibits cellular proliferation and leads to apop-
tosis. These results suggest that G9a can positively regulate expres-
sion of p21 upon cellular stress, and thereby inhibit cellular
proliferation, through a p53-independent mechanism.
2. Materials and methods
For details of ‘Materials and methods’ section; see Supplemen-
tary Data.
2.1. Plasmid constructs
pEGFP-C1, pEGFP-hG9a, pEGFP-hG9a-DSET, pcDNA3.0, pcDNA
3.0-Flag-G9a, Flag-G9a-685C, Flag-G9a-936C, pCMX-p300, pCMX-
CBP, and Flag-PCAF were used. The construct expressing short hair-
pin RNA (shRNA) directed against G9a (RHS4533-NM-006709) was
purchased from Open Biosystems.
686 S.-T. Oh et al. / FEBS Letters 588 (2014) 685–6912.2. Cell culture and transient transfection
H1299, G9a knockdown stable H1299, K562, HCT116, and
HCT116 (p53/) cells were grown in RPMI 1640, and HEK293T
cells were grown in Dulbecco’s modiﬁed Eagle’s medium (DMEM)
containing 10% heat inactivated fetal bovine serum and 0.05% pen-
icillin–streptomycin at 37 C in a 5% CO2 atmosphere. Cells were
treated either doxorubicin (3 lM) or etoposide (Sigma) (5 lM)
for 24 h. At 24 h post-transfection, cells were treated with the indi-
cated amount of BIX-01294 (Ann Arbor) for an additional 24 h, or
at 48 h post-transfection, cells were treated with either 5 lM eto-
poside or DMSO for an additional 24 h.
2.3. Luciferase assay
Luciferase assays were conducted using a p21 promoter repor-
ter system. H1229 cells were cotransfected with the p21 promoter
reporter construct and the indicated DNA constructs using Lipo-
fectamine 2000, or treated with 5 lM etoposide, for 24 h. After
transfection, cells were harvested and assayed for luciferase activ-
ity using a luciferase assay system (Promega). Each value was ex-
pressed as the mean of three replicates from a single assay, and
experiments were performed at least three times.
2.4. Immunoprecipitation (IP)
For the interaction assays, cells were lysed in lysis buffer
(20 mM Tris–HCl [pH 7.5], 150 mM NaCl, 1 mM EDTA, 1 mM EGTA,
1% Triton X-100, 1X protease inhibitor cocktail, and 1 mM PMSF) at
4 C. Proteins were immunoprecipitated with anti-GFP, anti-G9a,
or anti-PCAF antibodies overnight at 4 C, and then protein A/G
agarose beads (GenDEPOT) were added for 2 h with rotation at
4 C. Bound proteins were analyzed via Western blotting with
anti-GFP, anti-G9a, anti-PCAF, anti-Flag, anti-p300, and anti-CBP
antibodies.
2.5. Chromatin immunoprecipitation assay
H1299, K562, and HEK293T cells were treated with either 5 lM
etoposide or DMSO and harvested 24 h later. H1299 cells were
treated with 5 lM BIX-01294 and harvested 24 h later. Cells were
cross linked with 1% formaldehyde, which was added to the med-
ium for 10 min at RT, followed by the addition of 125 mM glycine
for 5 min at RT. Cells were then lysed in SDS lysis buffer, after
which samples were sonicated and immunoprecipitated using
the indicated antibodies. Immunoprecipitates were eluted and
cross links were reversed; subsequently, DNA fragments were
puriﬁed using a PCR puriﬁcation kit (Axygen). The following PCR
primers were used: p21 (forward, 50-GTG GCT CTG ATTGGC TTT
CTG-30; reverse, 50-CTG AAA ACA GGCAGC CCA AG-30). Disassocia-
tion curves were generated after each PCR run to ensure that a sin-
gle product of the appropriate length was ampliﬁed. The mean
threshold cycle (CT) and standard error values were calculated
from individual CT values, obtained from duplicate reactions per
stage. The normalized mean CT value was estimated as DCT by sub-
tracting the mean CT of the input from that of p21.
2.6. TUNEL assay
HEK293T cells were seeded in 4-well chamber slides and then
transiently cotransfected with pcDNA3.0-Flag-G9a and sh-G9a.
After 2 days, cells were treated with 10 lM etoposide for 24 h
and subsequently ﬁxed with 4% paraformaldehyde for 1 h at RT.
TUNEL (TdT-mediated dUTP nick end labeling) reactions were then
carried out using a DeadEndTM Fluorometric TUNEL System,
according to the manufacturer’s instructions (Promega).3. Results
3.1. G9a upregulates p21 expression
To gain insight into the role of the H3K9 HMTase, G9a, in cellu-
lar proliferation, we began by investigating whether G9a regulates
genes involved in cell cycle regulation. Initially, we examined the
effect of G9a overexpression on the levels of ING1, p27, GADD45b,
and p21 using real time PCR. As expected, G9a overexpression
downregulated ING1, p27, and GADD45b; in contrast, G9a overex-
pression upregulated p21 (Fig. 1A). Since G9a is well known for
its role in transcriptional repression [1], we further tested the reg-
ulation of p21 expression by G9a through shRNA-mediated gene
silencing. Using two different shRNA sequences, G9a knockdown
decreased both the mRNA and protein levels of p21 in H1299 cells
(Fig. 1B and C). Consistent result was obtained when p21 expres-
sion was tested in H1299 cells stably expressing G9a shRNA
(Fig. 1D). Intriguingly, a mutant version of G9a lacking the SET do-
main (G9a DSET) still upregulated p21 expression (Fig. 1B). Differ-
ent cell lines such as K562 and HEK293T were tested and showed
the consistent results (Supplementary Fig. S1A and S1B). To con-
ﬁrm the role of G9a HMTase activity for positive regulation of
p21, we examined the effect of BIX-01294, a G9a-speciﬁc inhibitor.
No apparent changes in p21 expression were measured by increas-
ing the concentration of BIX-01294 (Fig. 1E and Supplementary
Fig. S1C). These observations indicate that G9a-mediated upregula-
tion of p21 expression is independent of its HMTase activity.3.2. Transcriptional activation of p21 by G9a
To investigate the mechanism by which G9a upregulates p21
expression, we determined whether G9a activates the p21 pro-
moter using transient transfection of G9a in vitro. To this end, we
established a reporter assay using a p21-driven luciferase (luc) re-
porter system which enables quantiﬁcation of G9a-mediated tran-
scriptional modulation of p21. Consistent with our real time PCR
and Western blot results, p21 transcription was repressed by G9a
knockdown and activated by G9a overexpression in H1299 cells
(Fig. 2A). Using the G9a SET domain deletion mutant (G9a DSET),
we next veriﬁed that transcriptional activation of p21 by G9a
was independent of its HMTase activity (Fig. 2A). Since H1299 cells
are p53-null cells, harboring a homozygous partial deletion of p53,
these ﬁndings indicate that G9a positively regulates p21 transcrip-
tion by directly acting on the p21 promoter, independent of p53.
Using the same reporter assay in p53-positive HCT116 cells, we ob-
served that neither overexpression nor knockdown of G9a had an
effect on p21 expression (Fig. 2B and Supplementary S1D). Next,
we tested the effect of G9a on p21 activation induced by etopo-
side-mediated DNA damage. When H1299 cells were treated with
etoposide for 24 h, transcription of p21 was increased (Fig. 2C and
Supplementary S2A). Surprisingly, p21 activation by etoposide was
signiﬁcantly reduced by shRNA-mediated G9a knockdown
(Fig. 2C). This experiment was performed with two independent
shRNA sequences, to ensure that the observed effects were not
sequence-speciﬁc (Fig. 2C). Conversely, overexpression of G9a fur-
ther increased etoposide-mediated upregulation of p21 expression
(Fig. 2C). These results were also conﬁrmed on the protein level by
Western blot analysis, which showed that etoposide treatment in-
creased p21 protein levels and that G9a knockdown and overex-
pression in the presence of etoposide treatment either decreased
or further increased p21 levels, respectively (Fig. 2D). Western blot
analysis of HCT116 cell lysates revealed that p21 protein levels
were not altered in any of these conditions (data not shown).
When another DNA damaging agent doxorubicin was treated in
H1299 and HEK293T cells, same induction of p21 was observed
Fig. 1. Upregulation of p21 expression by G9a. (A) H1299 cells were transfected with GFP or GFP-G9a; subsequently, mRNA expression levels of ING1, p27, GADD45b, and p21
were examined by real time PCR. Results are shown as means ± S.D.s; n = 3. ⁄⁄P < 0.01. (B and C) H1299 cells were transfected with sh-CTL, sh-G9a#1, sh-G9a#2, GFP, GFP-G9a
(G9a WT), or GFP-G9a DSET, followed by analysis of mRNA and protein levels of p21 by real time PCR (B) and Western blotting (C). Protein expression levels of p21 were
quantiﬁed and normalized to the levels of b-actin. Results are shown as means ± S.D.s; n = 3. ⁄⁄⁄P < 0.001; ⁄⁄P < 0.01; ⁄P < 0.05. (D) The mRNA and protein levels of p21 in
H1299 cells stably expressing G9a shRNA were analyzed by real time PCR and Western blotting. Results are shown as means ± S.D.s; n = 3. ⁄⁄⁄P < 0.001. (E) H1299 cells were
transfected with the indicated constructs. At 24 h post-transfection, cells were treated with BIX-01294 (1.5 or 5 lM) for 24 h. Cell extracts were then analyzed by Western
blotting with the indicated antibodies.
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(Supplementary Fig. S2B). Taken together, these results demon-
strate that G9a has a p53-independent role in the DNA damage-
mediated transcriptional activation of p21.
3.3. G9a interacts with PCAF and is recruited to the p21 promoter
Previous studies have reported that G9a positively regulates
gene expression by acting as a transcriptional coactivator for
nuclear hormone receptors such as the androgen receptor, the
glucocorticoid receptor, and the estrogen receptor [11,14]. Since
our results indicated that G9a functions as a transcriptional
activator for p21, we decided to investigate whether G9a works
in concert with coactivators such as p300, CBP, and PCAF to
activate p21. To test this hypothesis, reporter assays were carriedout to investigate whether G9a works in concert with HATs. As
shown in Fig. 3A, p21 transcription was activated by G9a overex-
pression. When cells were cotransfected with G9a and PCAF, p21
transcription was further activated, but no apparent changes in
cotransfected cells with p300 or CBP (Fig. 3A). To further test
whether G9a interacts with HATs, IP assays were conducted. These
assays clearly showed that PCAF, but not p300/CBP, strongly inter-
acted with G9a, suggesting that G9a and PCAF form an activator
complex during p21 transcriptional activation (Fig. 3B). In vivo
interaction between endogenous G9a and PCAF was conﬁrmed by
IP using antibodies (Fig. 3C). We next performed domain mapping
of G9a and PCAF interaction. In vivo interactions between G9a and
PCAF were conﬁrmed by IP with transiently transfected cell ex-
tracts using PCAF antibodies (Fig. 3D). Interestingly, the G9a
685C (685–1210) deletion mutant with an intact ankyrin domain
Fig. 2. Transcriptional activation of p21mediated by G9a in the presence of etoposide. (A and B) H1299 cells and HCT116 cells were cotransfected with the p21 promoter-luc
construct and either the sh-CTL, sh-G9a#1, sh-G9a#2, GFP, GFP-G9a WT, or G9a DSET construct. (C) H1299 cells were cotransfected with the p21 promoter-luc construct and
either the sh-CTL, sh-G9a#1, sh-G9a#2, GFP, or GFP-G9a. At 48 h post-transfection, cells were treated with either 5 lM etoposide or DMSO for 24 h. Cell extracts were then
assayed for luciferase activity. Luciferase activities were normalized to those of b-galactosidase. Results are shown as means ± S.D.s; n = 3. ⁄⁄⁄P < 0.001. (D) H1299 cells were
transfected with the indicated constructs. At 48 h post-transfection, cells were treated with either 5 lM etoposide or DMSO for 24 h. Cell extracts were then analyzed by
Western blotting with the indicated antibodies.
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out ankyrin domain lost interaction with PCAF indicating that the
binding is dependent on the ankyrin domain of G9a (Fig. 3D). To
investigate further whether or not interaction between G9a and
PCAF is etoposide dependent, we monitored the interaction of
the two proteins with and without etoposide treatment. We have
been detected the basal level of interaction was strongly induced
by etoposide treatment (Fig. 3E and Supplementary Fig. S3A).
Intriguingly, very weak interaction was detected before etoposide
treatment and there was no induction of interaction in p53 intact
HCT116 cells which indicates the interaction is p53 independent
(Supplementary Fig. S3B).
To further elucidate the mechanism underlying p21 transcrip-
tional regulation by G9a and PCAF, we performed ChIP assay fol-
lowed by real time PCR. G9a and PCAF recruitment to the p21
promoter increased upon treatment with etoposide, as did the le-
vel of H3 acetylation (Fig. 3F and Supplementary Fig. S3C and
S3D). Interestingly, the level of H3K9me2 on the p21 promoter sig-
niﬁcantly decreased with etoposide treatment, suggesting that
H3K9 methyltransferase activity is not involved in this process
(Fig. 3F). These results indicate that G9a activates p21 expression
in a manner independent of its HMTase activity. Rather, G9a-med-
iated activation of p21 expression involves interaction with PCAF;
this activating complex is recruited to the p21 promoter, at least
in the context of etoposide-induced cell stress. When we tested
H3K9me2 recruitment on p21 promoter upon BIX-01294 treat-
ment, H3K9me2 level was unchanged because of the basal level
of G9a recruitment in the absence of etoposide (Supplementary
Fig. S3E).3.4. G9a inhibits cellular proliferation in the presence of etoposide
G9a is known to be overexpressed in many types of cancers, and
knockdown or inhibition of G9a has been shown to decrease cellu-
lar proliferation [8–10]. However, in our experiments, G9a posi-
tively activated p21 expression in p53-null cells. This ﬁnding
prompted us to verify that G9a regulates p21 and cellular prolifer-
ation upon etoposide-induced cellular stress in HEK293T cells, in
which p53 is inactivated by viral proteins [20]. First, we conducted
BrdU incorporation assays to measure cellular proliferation in the
presence of etoposide. As shown in Fig. 4A, overexpression of
G9a signiﬁcantly inhibited cellular proliferation, whereas knock-
down of G9a increased cellular proliferation. The observed inhibi-
tory effect on cell proliferation mediated by G9a was hardly
detected in the absence of etoposide treatment, indicating that
G9a is involved in the cellular stress response. Consistent results
were obtained in cell viability analyses, in which overexpression
of G9a decreased cell viability and shRNA-mediated knockdown
of G9a increased cell viability (Fig. 4B). The p53-null HCT116 cells
showed the same results in BrdU and cell viability assays (Supple-
mentary Fig. S4A and S4B). In contrast, no apparent changes were
observed when p53 intact HCT116 cells were used suggest that
p21-mediated apoptosis induction upon etoposide is p53 indepen-
dent (Supplementary Fig. S4C and S4D). Positive regulation of p21-
mediated apoptosis by G9a was also investigated by TUNEL assays.
The amount of apoptotic nuclei in DNase I-treated control and
etoposide-treated cells decreased upon knockdown of G9a by
different two shRNA sequences, a ﬁnding which supports the
hypothesis that G9a positively regulates p21-mediated apoptosis
Fig. 3. G9a interacts with PCAF and is recruited to the p21 promoter. (A) H1299 cells were cotransfected with the p21 promoter-luc construct and either GFP, GFP-G9a, GFP-
G9a and pCMX-p300, GFP-G9a and pCMX-CBP, or GFP-G9a and Flag-PCAF. Cell extracts were then assayed for luciferase activity. Luciferase activities were normalized to
those of b-galactosidase. Results are shown as means ± S.D.s; n = 3. ⁄⁄⁄P < 0.001. (B) HEK293T cells were cotransfected with GFP-G9a and Flag-PCAF, GFP-G9a and pCMX-p300,
or GFP-G9a and pCMX-CBP, and G9a was immunoprecipitated with anti-GFP antibodies. Associated proteins were analyzed by Western blotting with the indicated
antibodies. (C) Endogenous interaction between G9a and PCAF was examined in HEK293T cells. Cell lysates were immunoprecipitated with anti-G9a antibodies and
associated protein was analyzed by Western blotting with anti-PCAF antibodies. (D) HEK293T cells were cotransfected with Flag-PCAF and either full length (FL) or truncated
mutants of Flag-G9a (685C or 936C) constructs. Cell lysates were immunoprecipitated with anti-PCAF antibodies and associated protein was analyzed by Western blotting
with anti-Flag antibodies. (E) HCT116 (p53/) cells were transfected with GFP-G9a and Flag-PCAF. At 24 h post-transfection, cells were treated with either 5 lM etoposide
or DMSO for 24 h. Anti-GFP immunoprecipitates were analyzed via Western blotting with anti-Flag antibodies. (F) H1299 cells were treated with either 5 lM etoposide or
DMSO for 24 h. ChIP analysis was then conducted using anti-G9a, anti-H3K9me2, anti-PCAF, and anti-AcH3 antibodies. Recruitment of G9a, H3K9me2, PCAF, and AcH3 to the
p21 promoter region was normalized to the assay inputs. Anti-IgG antibodies were used as a negative control. Results are shown as means ± S.D.s; n = 3. ⁄⁄⁄P < 0.001;
⁄⁄P < 0.01; ⁄P < 0.05.
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proliferation and cell survival via upregulation of p21 transcription,
and induces p21-mediated apoptosis upon etoposide-induced
stress.4. Discussion
G9a is a member of the Suv39h subgroup of the SET domain-
containing proteins, and exhibits methylation speciﬁcity for
Fig. 4. Effect of G9a on etoposide-mediated apoptosis. (A) HEK293T cells were transfected with the indicated constructs upon etoposide treatment (5 lM). At 72 h post-
transfection, cells were ﬁxed and BrdU assays performed. Results are shown as means ± S.D.s; n = 3. ⁄P < 0.05; ⁄⁄⁄P < 0.001. (B) Cell viabilities were determined with the MTT
assay. HEK293T cells were treated with etoposide (5 lM) and subsequently transfected with the indicated constructs. Results are shown as means ± S.D.s; n = 3. ⁄⁄P < 0.01;
⁄⁄⁄P < 0.001 compared with untreated cells. (C) HEK293T cells, transiently transfected with the indicated constructs upon etoposide treatment (5 lM), were subjected to
TUNEL assays. DNase I-treated cells are shown as a positive control.
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which mediate H3K9me1, H3K9me2, and H3K27 methylation
and are also linked with heterochromatin formation and transcrip-
tional repression [1,2]. Although various roles of G9a have been
proposed in diverse biological processes and human diseases, the
function of G9a in cellular proliferation remains poorly under-
stood. In this study, we discovered that G9a positively regulates
p21 expression, at the transcriptional level, in p53-null cells, indi-
cating that G9a-mediated activation of p21 is p53-independent.
Furthermore, knockdown of G9a decreased p21 promoter activity
in a SET-domain-, HMTase activity- independent manner.
It is intriguing that G9a has different domains which mediate
activation and inhibition of transcription. G9a positively regulates
transcription mediated by various nuclear receptors, including
the steroid, estrogen, and glucocorticoid receptors, through a
HMTase-independent mechanism [11,13]. It is possible that the
previously characterized N-terminal domain of G9a, containing
its transcriptional activation domain, mediates its transcriptional
activation of p21. We further investigated the role of G9a in p21
activation upon etoposide-induced DNA damage. Using p21-luc
reporter and ChIP assays, we showed that G9a increased the
promoter activity and expression of p21 in p53-null H1299 cells;
furthermore, we demonstrated that G9a was recruited to the p21
promoter upon etoposide treatment. We also identiﬁed an
interaction between G9a and PCAF which contributes to the
transcriptional activation of p21, and showed that this complex is
recruited to the p21 promoter upon etoposide treatment. These
results suggest that G9a and the PCAF HAT complex are bothphysically and functionally associated in the transcriptional activa-
tion of p21. Both ChIP assays and real time PCR analysis showed
that the level of H3K9me2 on the p21 promoter signiﬁcantly de-
creased, even though G9a recruitment was increased, in the pres-
ence of etoposide. This result indicates that activation of p21
expression by G9a does not depend on its H3K9 HMTase activity,
rather, suggests possible involvement of H3K9me2 demethylase.
Coordinated epigenetic repression of p21 has previously been
reported, involving a transcriptional regulator, Gﬁ1. Gﬁ1 has been
shown to recruit G9a and HDAC1 to the p21 promoter, thereby
repressing its expression in HL-60 cells [4]. Another study sug-
gested that the RING-ﬁnger E3 ubiquitin ligase, UHRF1, is a tran-
scriptional corepressor that functions to recruit G9a and other
chromatin-modifying enzymes to the p21 promoter [5]. In these
studies, H3K9 HMTase activity was shown to play a critical role
in the recruitment of corepressors such as HDAC and DNMT and
thereby facilitate transcriptional repression of target genes.
The effect of p21 upregulation by G9a was also monitored via
cellular viability, proliferation, and apoptosis analyses. These
experiments indicated that G9a negatively regulates cellular via-
bility and proliferation by inducing p21-mediated apoptosis in
the presence of etoposide. These observations suggest that the role
of G9a in upregulation of p21 is potentiated under stress condi-
tions. In summary, our data demonstrate an additional role of
G9a as a transcriptional coactivator that is recruited with PCAF to
the p21 promoter, and suggest that G9a plays dual functions in
transcriptional regulation, which are in turn regulated by various
chromatin modiﬁers.
S.-T. Oh et al. / FEBS Letters 588 (2014) 685–691 691Acknowledgements
We thank Dr. Sung Hee Baek of Seoul National University for the
pcDNA3.0-Flag-G9a, Dr. Hong-Duk Youn of Seoul National Univer-
sity College of Medicine for the Flag-G9a-685C and Flag-G9a-936C,
and Dr. Martin J. Walsh of the Mount Sinai School of Medicine for
pEGFP-hG9a and pEGFP-hG9a-DSET clones. This research was sup-
ported by the Chung-Ang University Research Scholarship Grant in
2012, and the Environmental Health Center for Childhood Leuke-
mia and Cancer, Ministry of the Environment, Republic of Korea.
Appendix A. Supplementary data
Supplementary data associated with this article can be found, in
the online version, at http://dx.doi.org/10.1016/j.febslet.2014.01.
039.
References
[1] Shinkai, Y. and Tachibana, M. (2011) H3K9 methyltransferase G9a and the
related molecule GLP. Genes Dev. 25, 781–788.
[2] Tachibana, M., Sugimoto, K., Fukushima, T. and Shinkai, Y. (2001) Set domain-
containing protein, G9a, is a novel lysine-preferring mammalian histone
methyltransferase with hyperactivity and speciﬁc selectivity to lysines 9 and
27 of histone H3. J. Biol. Chem. 276, 25309–25317.
[3] Tachibana, M. et al. (2002) G9a histone methyltransferase plays a dominant
role in euchromatic histone H3 lysine 9 methylation and is essential for early
embryogenesis. Genes Dev. 16, 1779–1791.
[4] Duan, Z., Zarebski, A., Montoya-Durango, D., Grimes, H.L. and Horwitz, M.
(2005) Gﬁ1 coordinates epigenetic repression of p21Cip/WAF1 by recruitment
of histone lysine methyltransferase G9a and histone deacetylase 1. Mol. Cell.
Biol. 25, 10338–10351.
[5] Kim, J.K., Esteve, P.O., Jacobsen, S.E. and Pradhan, S. (2009) UHRF1 binds G9a
and participates in p21 transcriptional regulation in mammalian cells. Nucleic
Acids Res. 37, 493–505.
[6] Nishio, H. and Walsh, M.J. (2004) CCAAT displacement protein/cut homolog
recruits G9a histone lysine methyltransferase to repress transcription. Proc.
Natl. Acad. Sci. USA 101, 11257–11262.[7] Ueda, J., Tachibana, M., Ikura, T. and Shinkai, Y. (2006) Zinc ﬁnger protein Wiz
links G9a/GLP histone methyltransferases to the co-repressor molecule CtBP. J.
Biol. Chem. 281, 20120–20128.
[8] Kondo, Y., Shen, L., Ahmed, S., Boumber, Y., Sekido, Y., Haddad, B.R. and Issa, J.P.
(2008) Downregulation of histone H3 lysine 9 methyltransferase G9a induces
centrosome disruption and chromosome instability in cancer cells. PLoS ONE
3, e2037.
[9] Huang, J., Dorsey, J., Chuikov, S., Perez-Burgos, L., Zhang, X., Jenuwein, T.,
Reinberg, D. and Berger, S.L. (2010) G9a and Glp methylate lysine 373 in the
tumor suppressor p53. J. Biol. Chem. 285, 9636–9641.
[10] Yang, Q., Lu, Z., Singh, D. and Raj, J.U. (2012) BIX-01294 treatment blocks cell
proliferation, migration and contractility in ovine foetal pulmonary arterial
smooth muscle cells. Cell Prolif. 45, 335–344.
[11] Lee, D.Y., Northrop, J.P., Kuo, M.H. and Stallcup, M.R. (2006) Histone H3 lysine
9 methyltransferase G9a is a transcriptional coactivator for nuclear receptors.
J. Biol. Chem. 281, 8476–8485.
[12] Chaturvedi, C.P., Hosey, A.M., Palii, C., Perez-Iratxeta, C., Nakatani, Y., Ranish,
J.A., Dilworth, F.J. and Brand, M. (2009) Dual role for the methyltransferase
G9a in the maintenance of beta-globin gene transcription in adult erythroid
cells. Proc. Natl. Acad. Sci. USA 106, 18303–18308.
[13] Purcell, D.J., Jeong, K.W., Bittencourt, D., Gerke, D.S. and Stallcup, M.R. (2011) A
distinct mechanism for coactivator versus corepressor function by histone
methyltransferase G9a in transcriptional regulation. J. Biol. Chem. 286,
41963–41971.
[14] Bittencourt, D. et al. (2012) G9a functions as a molecular scaffold for assembly
of transcriptional coactivators on a subset of glucocorticoid receptor target
genes. Proc. Natl. Acad. Sci. USA 109, 19673–19678.
[15] Gartel, A.L., Serfas, M.S. and Tyner, A.L. (1996) P21-negative regulator of the
cell cycle. Proc. Soc. Exp. Biol. Med. 213, 138–149.
[16] el-Deiry, W.S. et al. (1994) WAF1/CIP1 is induced in p53-mediated G1 arrest
and apoptosis. Cancer Res. 54, 1169–1174.
[17] el-Deiry, W.S. et al. (1993) WAF1, a potential mediator of p53 tumor
suppression. Cell 75, 817–825.
[18] Macleod, K.F., Sherry, N., Hannon, G., Beach, D., Tokino, T., Kinzler, K.,
Vogelstein, B. and Jacks, T. (1995) P53-dependent and independent
expression of p21 during cell growth, differentiation, and DNA damage.
Genes Dev. 9, 935–944.
[19] Braun, F., Bertin-Ciftci, J., Gallouet, A.S., Millour, J. and Juin, P. (2011) Serum-
nutrient starvation induces cell death mediated by Bax and Puma that is
counteracted by p21 and unmasked by Bcl-x(L) inhibition. PLoS ONE 6,
e23577.
[20] Abida, W.M. and Gu, W. (2008) P53-dependent and p53-independent
activation of autophagy by ARF. Cancer Res. 68, 352–357.
